Size-exclusion chromatography (SEC).-To study the oligomeric state by SEC, samples were loaded onto a HiLoad 16/60 Superdex 200 pg (GE Healthcare) using 20 mM HEPES-NaOH, 200 mM NaCl pH 7.4 as mobile phase at 1.2 mL·min -1 flow rate. 2 mL of purified NQO1 samples at 4 µM (in monomer units) were injected. 2 mL of the following protein with known molecular weight were prepared at 0.2 mg·mL -1 and analyzed in the same way: S. cerevisiae alcohol dehydrogenase (150 kDa; SEC standard; from Sigma-Aldrich), bovine serum albumin (66 kDa; from Sigma-Aldrich), human phosphoglycerate kinase 1 (45 kDa, recombinantly expressed and purified by us; 1 ), chicken egg white lysozyme (14.3 kDa, from Sigma-Aldrich). To determine the void (V 0 =46 mL) and total (V t =115 mL) volumes of the column, solutions of Blue dextran and pyridoxal 5´-phosphate were used (both from Sigma-Aldrich).
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Dynamic light scattering (DLS).-To study the oligomeric state by DLS, NQO1
samples diluted in 20 mM HEPES-NaOH, 200 mM NaCl pH 7.4 at 9, 3 or 1 µM (in monomer units). DLS experiments were performed in a DynaPro MSX instrument (Wyatt) using 1.5 mm path length cuvettes and analyzed using the software provided by the manufacturer. Three replicates of each sample were prepared and analyzed. 
Isothermal titration calorimetry (ITC

Figure S4. ITC binding isotherms for the interaction of NQO1 enzymes with FAD (A, apo-proteins) and dicoumarol (B and C, holo-proteins).
Lines are best-fits to a model for a single type of identical and independent sites, and thus, imply the absence of cooperative effects between a type of binding sites. 
